Background: Measures to improve bird performance have been sought due to the imminent phase out of in-feed antibiotics in poultry and continued demand for higher poultry feeding efficiency. Increasing grain particle size and dietary fibre may improve gizzard function, digestive efficiency and nutrient absorption. This study was conducted to evaluate the effect increased particle size of corn and inclusion of sugarcane bagasse (SB) on mRNA expression of genes encoding digestive enzymes and nutrient transporters in broilers.
Background
Consumer pressure and legislation to ban the use of infeed antibiotics in the EU and voluntarily removal of antibiotics from animal feed in other countries have supressed performance and profitability in broiler chickens due to enteric disorders [1, 2] . The development of antibiotic alternatives to improve digestive efficiency is becoming a topic of broad interest for the poultry industry worldwide. Strategies to improve broiler digestive efficiency and performance without reliance on antibiotics have been the focus for improving gut health and manipulating development of the gastrointestinal tract (GIT). A range of nutritional interventions including; increasing grain particle size, using whole grain, and including different sources or levels of dietary fiber and other feed additives, such as probiotics, bacteriophages, enzymes and phytobiotics are currently under investigation [2] [3] [4] .
The physical structure of feed ingredients and inclusion of dietary fiber may improve nutrient digestion and absorption as a result of increased gizzard size [3, 5] and enhanced secretion of HCl in the proventriculus [6] . Low pH in the upper GIT is known to improve solubility and absorption of minerals [7] and increase pepsin activity [8] . Well-developed gizzard musculature has been hypothesized to elevate pancreatic enzyme secretion including amylase and chymotrypsin through increased release of cholecystokinin [9] . The inclusion of fiber or coarse particle size in broiler diets not only enhances gizzard development but also increases digesta retention time and gut reflux [9, 10] . Slower digesta retention time improves nutrient digestion and absorption by increasing time of contact with absorptive cells [11] . In the chickens, the small intestine is the main site of nutrient absorption. It is known that the glucose transporters: glucose transporter-1 (GLUT1) and glucose transporter 2 (GLUT2); amino acid transporters: Na + −dependent neutral amino acid transporters, such as B o AT and ASCT1, cationic amino acid transporters, such as CAT1 and CAT2, and Na + −dependent neutral/cationic amino acid exchanger, such as y + L amino acid transporter-1 and y + L amino acid transporter-2, and peptide transporters, such as PepT1 and PepT2, in the small intestinal epithelium are closely associated with nutrient absorption capacity [12, 13] . Although, structural components of the diet have been reported to improve nutrient digestibility and performance in broilers [3, [14] [15] [16] [17] , there are no investigations on nutrigenomic mechanisms underlying such improvements.
This study investigated the influence of fiber supplementation and increased corn particle size on broiler performance at the gene expression level. It was hypothesized that fiber and coarse particle size would stimulate secretion of digestive enzymes and nutrient transporters that would then accelerate the digestive activity in the intestine and improve feed conversion efficiency.
Methods

Experimental design, bird management and diet
A total of 336 d-old male Ross 308 chicks were obtained on the hatching day from a local hatchery (Baiada Hatchery in Tamworth, NSW, Australia). The chicks were assigned in a 2 × 2 factorial arrangement of treatments with 2 particle sizes (coarsely ground corn, CC, 3576 μm or finely ground corn, FC, 1113 μm geometric mean diameter, GMD) and 2 levels of sugarcane bagasse (0%, 2%). The geometric mean diameter of corn particle size was determined according to the American Society of Agricultural Engineers (2003) . The birds were randomly allocated to 4 treatments with 6 replicate pens each stocked with 14 birds. The broiler chicks were reared in pens measuring 75 cm × 120 cm to 24 d. Hardwood shavings were used as bedding with an initial depth of 7 cm. Each pen was equipped with a single tube feeder and 2 nipple drinkers. Feed and water were provided ad libitum. The lighting, relative humidity and temperature followed Ross 308 strain guidelines [18] . Table 1 shows the ingredient and nutrient composition of experimental diets. The diets were formulated to Ross 308 specifications [18] . The composition of starter and grower diets was diluted when 2% SB added over the top of the complete feed. All diets were thoroughly mixed and cold-pelleted (65°C). The feeding program consisted of a starter (d 0 to 10), and grower (d 11 to 24).
The SB was provided by FCR Consulting Group, Brisbane. The composition of SB was determined ("as is" basis) for total non-starch polysaccharides (NSP) and lignin following the method described by Englyst et al. [19] and Kirk and Obst [20] , respectively. The SB contained 6.1 g/kg free sugar, 191 g/kg lignin, 534 g/kg insoluble NSP and 1.9 g/kg soluble NSP.
Measurement of growth performance and gizzard weight
Birds and leftover feed in each pen (n = 6/treatment) were weighed and the average weight gain, feed intake, and FCR were calculated based on the measurements at the end of the starter, d 10, and grower, d 24 phases. On d 24, empty gizzards without proventriculi from 3 birds per pen were weighed and recorded along with corresponding bird weights. The relative gizzard weight was calculated as mass per unit of live body weight (g/100 g of live body weight).
Sampling and RNA isolation
On d 24, one bird was randomly selected from each pen and killed by cervical vertebrae dislocation. Around 2 cm from each duodenum, jejunum, ileum, proventriculus and pancreas was excised and flushed with 4°C PBS and collected into a 2 mL Eppendorf cap lock tube, snap-frozen in liquid N 2 , and kept at − 80°C until required for RNA extraction. For each sample, total RNA was extracted from the tissue after homogenization in TRIsure™ (Bioline, Sydney, Australia) following the manufacturer's instructions. Total RNA quantity and purity was determined using a NanoDrop ND-8000 spectrophotometer (Thermo Fisher Scientific, Waltham, USA). An RNA 6000 Nano kit was used to measure RNA integrity (RNA Integrity Number, or RIN) using the Agilent 2100 Bioanalyzer (Agilent Technologies, Inc., Waldbronn, Germany). The RNA samples were considered of high integrity if the RIN was higher than 7.5 [21] . The RIN values of the samples were 7.9-9.8 in the present study.
cDNA synthesis
The isolated RNA of each sample was reversetranscribed with the QuantiTect Reverse Transcription Kit (Qiagen, Hilden, Germany) following manufacturer's instructions (gDNA elimination step performed). The Rotorgene 6000 real-time PCR machine (Corbett, Sydney, Australia) was employed to convert the RNA into cDNA. The cDNA was diluted three times with nuclease-free water and stored at − 20°C until required.
Primer sources and design
In the current study, the primers were either sourced from previously published studies in chickens or designed using NCBI primer tool (https://www.ncbi.nlm.nih.gov/). Table 2 show the primers that were used in this study. Prior to qPCR analysis, Agilent 2100 Bioanalyzer (Agilent Technologies, Inc., Germany) was employed to check the primer specificity for each pair using Agilent DNA 1000 Kit (Agilent Technologies, Inc., Germany). Only primer pairs with specific amplifications were used in this study.
Real-time quantitative PCR (qPCR)
Quantitative PCR was performed in triplicates using a SYBR Green kit SensiFAST™ SYBR® No-ROX (Bioline, Sydney, Australia) with Rotorgene 6000 real-time PCR machine (Corbett Research, Sydney, Australia). The PCR reaction was performed in a volume of 10 μL containing 5 μL of 2× SensiFAST, 400 mM of each primer and 2 μL of cDNA template. After thermal cycling, amplification cycle (Cq) values for all genes were collected and imported into qBase+ version 3.0 (Biogazelle, Zwijnbeke, Belgium) software and analyzed against two optimized reference genes, HPRT1 and TBP, in the current study. Both reference genes were applied to the samples of each tissue. The qBase+ applied an arithmetic mean method to transform logarithmic Cq value to linear relative quantity using exponential function for relative 
Statistical analyses
The data were analyzed using the General Linear Models (GLM) procedure of SPSS statistics version 22 (IBM SPSS, UK) for the main effect of particle sizes, and SB supplementation along with their interactions. The main effect was analyzed with a treatment with pooled values against the other treatment. Differences between mean values were determined using LSD test at the level of P < 0.05. Correlations between FCR of the grower phase, d 10-24, and the expression levels of the genes were conducted using the procedures of SPSS statistics version 22 (IBM SPSS, UK). For correlation analysis, FCR was calculated in each pen (n = 14 birds) and the mRNA expression of the proventricular pepsinogens was measured from a randomly selected bird in each pen (n = 1 bird).
Results
Performance and gizzard weight
The effect of corn particle size and SB on broiler performance is presented in Table 3 . On d 10, weight gain and feed intake were significantly higher in birds fed finely ground corn (FC) than those fed coarsely ground corn (CC; P < 0.05). FCR was impaired in birds fed the diet containing 2% SB compared to those fed the diet without SB treatment during d 0-10 (P < 0.05). No interaction was observed between particle size and SB in early age (P > 0.05). During d 10-24, significant particle size × SB interactions were observed for FCR (P < 0.01). The birds fed CC with 2% SB had lower FCR than those fed CC without SB. However, this was not the case when fine corn was fed. Similarly, CC reduced FCR compared to FC only when 2% SB was included in the diet. During d 10-24, birds fed SB were heavier than those fed without SB (P < 0.05).
The effect of corn particle size and SB on relative gizzard weight is presented in Table 4 . On d 24, the broilers fed CC had heavier gizzards (P < 0.05) compared to those fed FC. A particle size × SB interaction was observed for relative gizzard weight (P < 0.05). Addition of 2% SB increased the relative gizzard weight only in the FC fed birds.
Upregulation of pepsinogen a and C in proventriculus by sugarcane bagasse and coarsely ground corn The mRNA expression of three genes was investigated in response to SB addition and corn particle size in the proventriculus as presented in Table 5 . The mRNA expression of CCK was not affected by SB addition or corn particle size. A particle size × SB interaction was observed in the expression of genes PGA5 (A) and PGC (C; P < 0.01). The combination of SB and CC significantly upregulated PGA5 and PGC compared to the expression of genes in the other three groups. Both pepsinogen A (P < 0.01 and R = − 0.53) and C (P < 0.01 and R = − 0.59) were negatively correlated to FCR on d 24.
Upregulation of pancreatic AMY2A and CELA1 by sugarcane bagasse
The mRNA expression of seven pancreatic genes in response to feed SB addition and corn particle size was examined (Table 6) . Genes AMY2A and CELA1 were upregulated by 2% SB addition to the diets (P < 0.05), while no response to SB was observed in other genes investigated, namely, ATP1A1, CCK1R, CCK, CELA2A, and PNLIP. Corn particle size did not affect the expression of pancreatic genes either as a main effect and no interactions were observed (P > 0.05).
Upregulation of APN by coarsely ground corn and CAT1 by sugarcane bagasse in duodenum
The mRNA expression of nineteen genes was investigated in response to feed SB addition and corn particle size in the duodenum as presented in Tables 7  and 8 . The CC diet significantly upregulated APN in the duodenum compared with expression of the gene in the FC diet group. No responses to CC diet were observed for other genes investigated, namely, ASCT1, ATP1A1, B o AT, CAT1, CAT2, CCK1R, CCK, b o,+ AT, EAAT3, GLUT1, GLUT2, LAT1, PepT1, PepT2, SI, y + LAT2, and rBAT. Addition of 2% SB upregulated CAT1 in the duodenum compared to the expression in the birds without SB (P < 0.05). However, 2% SB did not affect the expression of the genes APN, ASCT1, ATP1A1, B o AT, CAT2, CCK1R, CCK, b o,+ AT, EAAT3, GLUT1, GLUT2, LAT1, PepT1, PepT2, SI, y + LAT2, and rBAT in the duodenum (P > 0.05). A particle size × SB interaction was observed for expression of gene y + LAT1 (P < 0.05), where y + LAT1 was downregulated by CC only in the birds fed diet without SB supplementation, but no significant difference was observed for the expression of the gene between FC and CC groups when 2% SB was added.
Upregulation of jejunal ASCT1 and y + LAT2 by coarsely ground corn and CAT1 by sugarcane bagasse and downregulation of jejunal GLUT2 by sugarcane bagasse
The mRNA expression of nineteen jejunal genes in response to feed SB addition and corn particle size was examined (Tables 9 and 10 ). The expression of ASCT1 (P interactions were observed between particle size and SB on expression of other investigated genes in the jejunum. However, a tendency for a particle size × SB interaction was observed for expression of CAT1 (P = 0.077) in the jejunum, where the birds fed CC diet with 2% SB inclusion tended to upregulate CAT1.
Upregulation of ileal PepT2 by coarsely ground corn and CAT1, B o AT and ATP1A1 by sugarcane bagasse
The mRNA expression of eighteen ileal genes in response to feed SB addition and corn particle size was examined (Tables 11 and 12 ). Birds fed the CC diet had upregulated ileal PepT2 compared to birds fed the FC o AT and CAT1 in the ileum compared to birds given no SB (P < 0.05). Inclusion of 2% SB had no effect (P > 0.05) on other genes: APN, ASCT1, CAT2, CCK1R, b o,+ AT, EAAT3, GLUT1, GLUT2, LAT1, PepT1, PepT2, SI, y + LAT1, y + LAT2, and rBAT in ileum. A particle size × SB interaction was observed for expression of ATP1A1 
Discussion
This study investigated responses of mRNA expression of genes encoding digestive enzymes and nutrient transporters in birds fed diets with SB and/or increased corn particle size. Gene expression in the proventriculus, pancreas and intestine of broiler chickens was increased in line with bird performance and gizzard development. Addition of 2% SB and inclusion of CC particle in feed upregulated some genes encoding digestive enzymes, and nutrient transporters together with improved gizzard function and performance in birds up to d 24.
The combination of CC and SB improved broiler performance as demonstrated by lower FCR in birds fed CC together with SB. Coarse particle size and structural fiber may have: 1) extended digesta retention time, leading to prolonged exposure of nutrients to endogenous enzymes; 2) promoted gut reflux, re-exposing undigested nutrients to digestive enzymes for better digestion; 3) created a better microenvironment for enzyme activity around coarse corn particles of SB that has a strong water-holding capacity [24] ; 4) enhanced gizzard activity, leading to secretion of more digestive juices and better ability to grind feed particles. Indeed, both pepsinogen A and C were correlated with FCR on d 24. The significantly greater mRNA expression of pepsinogen A and C in the birds fed CC diet supplemented with SB might increase the production of pepsin in proventriculus and improved FCR. The similarity in increase between mRNA of pepsinogen A and that of pepsinogen C suggests that the mechanism of stimulation of the two zymogens was similar and could have been caused by; physical effects of the combination of CC and SB on the oxyntic (or oxynticopeptic) cells of the proventriculus or, by one or both of the following possible mechanisms that may affect pepsinogen production: 1) the stimulating effect of coarse particles and fiber on gizzard function, in particular more frequent and powerful contractions which may potentially reflux the digesta back into the proventriculus repeatedly during each gizzard contraction and thereby allows for more proventricular secretions and thus re-expose the digesta to these two zymogens and pepsin; 2) Coarse particle and SB might cause more rapid duodenal-gizzard reflux and move the digesta back to the gizzard and then to proventriculus. Indeed, bile salts, associated with duodenum, have been reported to be found in the gizzard at low concentrations [25] . It has been hypothesized that the structural components, such as whole or coarsely ground cereals, or fiber materials, in the diet induce an increase in gastrointestinal reflux via a well-developed gizzard [25, 26] . However, in this study, the SB may have created an environment where gizzard contractions were enhanced and mucosal surface cleaned, leading to unhindered duodenalgizzard reflux. This, in turn, could expose digesta to proventricular zymogens and enzymes repeatedly, resulting in better digestion of nutrients and a more dynamic foregut. In recent years, the beneficial effects of fiber on gastrointestinal tract development and nutrient utilization in poultry have been discussed frequently. The source, physical structure and amount of fiber in the diet determine the effectiveness of fiber on birds [27, 28] . For instance, previous studies have reported that insoluble fiber (ARBOCEL ® ) increased the activity of pancreatic enzymes such as chymotrypsin [29, 30] . Furthermore, it has been suggested that oat hulls may stimulate pancreatic secretion of amylase and thus increase the activity of amylase in the jejunum [17] . The significantly greater expression of pancreatic AMY2A and CELA1 in the birds fed diet supplemented with SB is at least partially responsible for better performance in the present study. A rapid and noticeable enlargement in gizzard size was observed when structural components were included in the diet. The increase in the gizzard weight is a logical consequence of an increased need for particle size reduction, as the increased mechanical grinding activity of gizzard increases the size of the two pairs of gizzard muscles [9] . In the present study, gizzard weight was the lowest in the FC diet group, this may be due to the fact that the birds are not required to cope with the extra grinding demand from feed with fine particles prior to passing through the pyloric sphincter to the intestine. A number of studies have suggested that well developed gizzards in birds fed diets with large ingredient particles or fiber, improve gut motility, and thus digestibility and performance due to increased releases of cholecystokinin (CCK) which stimulates pancreatic enzyme secretion and gastro-duodenal reflux [3, 9, 17, 29, 31] . Although the expression of pancreatic AMY2A and CELA1 was upregulated by 2% SB, the expression of both CCK and its receptor (CCK1R) in different tissues was not affected by particle size and SB addition in this study. It has been previously reported that CCK at physiological concentrations has no influence on pancreatic secretion from isolated pancreatic acini in the chicken [32] . It has also been stated that CCK plays a more important role as a pancreas-stimulating hormone in mammals than in birds [32] . Furthermore, it was reported that the regulation of pancreatic secretion is controlled by numerous hormones such as melatonin and glucagon, regulatory peptides including C-natriuretic peptide, and neurotransmitters such as serotonin, vasoactive intestinal peptide (VIP) and gastrin releasing peptide (GIP) [33] . Therefore, the mechanism underlying the heightened secretion of pancreatic enzymes by inclusion of fiber or large feed particles in chicken diets is not well understood and further investigation is warranted.
Several studies investigating structural components of diets, such as coarse particle size or fiber, have shown improved nutrient digestibility [3, [14] [15] [16] [17] 34] via increased digesta retention time. Reports investigating the impact of corn particle size and fiber on digestive enzymes and nutrient transporters are scant or non-existent. In the present study, broiler performance was improved by inclusion of dietary coarse particle grain and SB and various nutrient transporters and digestive enzymes in the duodenum, jejunum and ileum were shown to be upregulated. For instance, B 0 AT, the neutral amino acid transporter located at the brush border membrane, in ileum and CAT1, a transporter mediating the bidirectional transport of cationic amino acids, in duodenum, jejunum and ileum were upregulated by SB. Furthermore, duodenal APN, responsible for final digestion of peptides by N terminus cleavage, jejunal ASCT1, responsible for Na + −dependent neutral amino acid transporter, and jejunal y + LAT2, responsible for Na + −dependent neutral/cationic amino acid exchanger, and ileal PepT2, which has a minor contribution in transporting di-and tri-peptides, were upregulated by CC. In fact, the upregulated nutrient transporters will not only improve nutrient absorption but also play a vital role in the maintenance of intestinal barrier integrity and immune response. A deficiency of amino acids, such as alanine, cysteine, serine, threonine, arginine, and lysine, has long been known to impair immune function and increase the susceptibility of animals to infectious disease [35] . Different mechanisms can be involved to elucidate the increase in expression of amino acid transporters in the gut. For example, CAT-1 mRNA expression level varies considerably in different tissues and cell types and can be modulated by a variety of stimuli, including cell proliferation, growth factors, cytokines, hormones, and nutrients [36] . In the current study, a well-developed gizzard may generate stronger reverse peristalsis contractions that may stimulate the secretion of digestive enzymes and enzyme precursors in both the proventriculus and pancreas and consequently produce higher levels of substrates of nutrient transporters and thus upregulate those nutrient transporters in the gut. In general, three distinct sites of reverse peristalsis can be observed in the gastrointestinal tract of birds [37] : 1) gastric reflux which transfer the digesta from gizzard to proventriculus via gastroduodenal contractions and this contraction cycle takes place 2-4 times per min.; 2) the small intestinal reflux which transfers digesta from the duodenum and jejunum into the gastric area and occurs about 4 times per 60 min.; 3) cloaca-cecal reflux, which transfers urinary nitrogen to the ceca via the colon [38] . It has been well documented that structural components of the diet such as fiber and coarse or whole cereals enhance the gut motility and thereby increase the digesta retention time and better bird performance [26, 39] . Therefore, SB and CC may have increased gut motility and digesta retention time, particularly in the upper part of digestive tract, and thereby enhanced the production of digestive enzymes, enzyme precursors and nutrient transporters. These active functional proteins promote digestion of nutrients and thus the growth and feed conversion efficiency of the birds.
